Two-dimensional gel electrophoresis and MS analyses were performed as previously described (Liu et al., 2003). Briefly, WT and Ikkα -/-primary keratinocytes were cultured for 8 days, and their protein lysates (100 μg) were analyzed by using two-dimensional gels.
RT-PCR
Total RNA was extracted from primary cultured keratinocytes by Trizol Reagent (Invitrogen), and then RT-PCR was performed to detect expression of genes by a commercial kit (RETROscript; Ambion Inc., Austin, TX). PCR primers included Suv39h1, 5′-AGCGTTGGGAACAAGAGC-3′ and 5′-AAGCGGCATCCACGGTAT3-′; Dnmt1, 5′-CGCTCAAAGCAAAAGTGTGA-3′ and 5′-CAGCCCAAATATTGGCTCAT-3′; Dnmt3a, 5′-AAGAAACCCAGAAAGAGC-3′ and 5′-CTGTAGCAATCCCATCAA-3′; Dnmt3b, 5′-GAGACCAAGGACACCAGGAC-3′ and 5′-TTGCCATCACCAAACCAC-3′; 14-3-3σ, 5′-CATGAAGAGCGCCGTGGAAA-3′ and 5′-TCGTAGTGGAAGACTGAAAA3-′; and glyceraldehyde-3-phosphate dehydrogenase (GAPDH), 5′-
GCAGTGGCAAAGTGGAGATT-3′ and 5′-AGAAGGGGCGGAGATGATGA-3′; Flag-IKKα, 5′-AGGATGACGACGATAAGA-3′ and 5′-TTCCTCAGGGACATCACA-3′; Actin primers obtained from Ambion #5108G.
Construction of Adenovirus Expressing 14-3-3σ and GFP-IKKα
The adenoviral vectors expressing hemagglutinin A tagged (HA) 14-3-3σ and GFP-IKKα were constructed as previously described (Hu et al., 2001) . Plaque-purified recombinant adenovirus was generated in the Vector Core Development Laboratory at the University of California San Diego.
GST Pull-Down Assay
The PGEX-6P-1 vector (Amersham Pharmacia Biotech, Piscataway, NJ) was used to generate the GST fusion proteins. PCR primers for generating GST-fusion protein constructs included: GST-H3 (1-135 
Generation of

Isolation of IKKα Mutants from Mouse Squamous Cell Carcinoma
RNA was isolated from a mouse squamous cell carcinoma, which was induced by chemical Expression of 14-3-3σ, K14, and K10 in the skin of WT and Ikkα -/-mice, detected by immunofluorescent staining with anti-14-3-3σ, -K14, and -K10 antibodies. K14 staining was used as a control for the basal epidermis staining. Red, antibody staining; blue, DAPIstained nucleus; Ep, epidermis; Hf, hair follicles. Amplification, ×200.
Figure S3. Expression of IKKα in Cytoplasm and Nuclei of the Epidermal Cells in WT Mice
IKKα expression was detected by immunofluorescent staining. Green, IKKα; blue, DAPIstained nuclei; arrows, IKKα in nuclei. Amplification, ×400. 
